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Ca 2+ microfluorimetry is a valuable tool to assess information about mechanisms involved in the regulation of intracellular Ca 2+ levels in research on cells and in living tissues. In essence, the use of a dye that fluoresces in the presence of a target substance allows the detection of changes in the concentration of this molecule by determining the changes in the fluorescence of the probe (increases or decreases, depending on the nature of the dye used; for a review see Tsien et al., 1985) . In this regard, there have been developed two different methodologies to assess intracellular Ca 2+ measurements. On the one hand, ratiometric methods are based on the use of a ratio between two fluorescence intensities linked to the physicochemical properties of the probe.
This allows correction of artifacts due to bleaching, changes in focus, variations in laser intensity, etc. but makes measurements and data processing more complicated since they require more expensive equipment with the possibility to change the wavelength emission/detection in a rapid Note: In our study (Traves et al., 2013) , the effect of prostaglandin E2 on the response to http://www.bio-protocol.org/e988 http://www.bio-protocol.org/e988 Vol 3, Iss 23, Dec 05, 2013 Note: In our study (Traves et al., 2013) http://www.bio-protocol.org/e988 Vol 3, Iss 23, Dec 05, 2013 2. The F340/F380 ratio is calculated on the basis of the initial peak magnitude that represents the initial transient components (Figure 4) . The F340/F380 ratio is converted into a known calcium concentration using the Grynkiewicz equation:
P2X/P2Y agonists ATP and BzATP was studied in depth. All these molecules were purchased from Sigma-Aldrich (St. Louis, MO).

10x DPBS without Ca
[Ca 2+ ] = Kd * (R -Rmin) / (Rmax -R) * F380max/F380min (Grynkiewicz et al., 1985) Where:
a. Kd is the dissociation constant (depends on the indicator, but also on pH, ionic strength, cell line, etc.).
b. R is the observed fluorescence ratio at both wavelengths (F340/F380 The protocol follows these typical steps:
a. Dilute the cell sample (1:10) to a total volume of 20 µl in a 0.4% Trypan Blue dye solution (should be sterile filtered before using).
b. While non-viable cells will be blue, viable cells will be unstained.
c. Carefully and continuously fill the hemocytometer chamber with 10 µl of the solution each chamber (all hemocytometers consist of two chambers; each is divided into nine 1mm 2 squares). 
